: Evaluation of cell death in T cells after inhibition of autophagy. Related to Figure 1. T cell death was measured by flow cytometry using annexin V and 7-ADD staining in T H 1 cells that were activated with platebound antiCD3 and antiCD28 antibodies, anergized by stimulation with antiCD3 without antiCD28 or activated with antiCD3and antiCD28 in the presence of leupeptin and ammonium chloride (L/N) or 3 methyl-adenine (3MA). T H 1 cells were transfected with either a non-targeting control siRNA or a siRNA specific for Atg5. Lysates were prepared from those cells before activation (one day after transfection) and 6 days after siRNA transfection and were immunoblotted with an anti-Atg5 antibody. Actin detection was used as control. B-C. T H 1 cells were transfected with non-targeting siRNA control (siCtrl) or siRNA specific for Atg5. After 24h cells were (B) activated with anti-CD3 and anti-CD28 antibodies for 24h or (C) left resting. Cells were then washed and maintained in culture for 5 days. After that, cells were either left resting (Rest) or re-stimulated (Act) with plate bound anti-CD3 and anti-CD28 and IL-2 production and cell proliferation (BrdU incorporation) measured. Data represent mean and SEM from 4 different experiments. *P<0.05, two-tailed t test. D. T H 1 cells were transfected with control nontargeting siRNAs (siCtrl) or siRNAs specific for Atg5. 24 hours later cells were activated with antiCD3 and antiCD28 antibodies for 24 hours. Cells were then washed and cultured with 50 ng/ml IL-2 for 5 days. After that cells were stimulated with plate bound anti-CD3 and anti-CD28. IL-2 production and cell proliferation were measured. Data represent mean+SEM from 3 independent experiments. T H 1 cells were stimulated in the presence of 50 ng/ml IL-2 with plate-bound anti-CD3 (Anerg), anti-CD3+anti-CD28 (Preact) or antiCD3+anti-CD28 in presence of 3MA (Preact-3MA). T cells were then washed and maintained in resting conditions without IL-2 for 5 days. Cells were then stimulated with plate bound anti-CD3 and anti-CD28 and IL-2 production and cell proliferation measured. Data shows mean+SEM from 3 independent experiments. B. T H 1 cells from wild type (WT) or NFAT1-deficient mice were stimulated for 24 hours with anti-CD3 antibodies (Anerg) or with anti-CD3 and anti-CD28 antibodies (Preact) in the presence or absence of chloroquine (Chloro). Cells were then washed and maintained in resting conditions for 5 days before being re-stimulated (Act) with plate bound anti-CD3 and anti-CD28 to measure IL-2 production Data represent mean and SEM from 4 (e-f) different experiments. **P<0.01 (ANOVA with Tukey post-hoc test). 
